[Abstract] The hierarchical composition and interactions of the labile thylakoid protein complexes can be assessed by sequential 2D-native gel-electrophoresis system. Mild non-ionic detergent digitonin is used to solubilize labile protein super-and megacomplexes, which are then separated with firstdimension blue native polyacrylamide gel electrophoresis (1D-BN-PAGE). The digitonin derived protein complexes are further solubilized with stronger detergent, β-DM, and subsequently separated on an orthogonal 2D-BN-PAGE to release smaller protein subcomplexes from the higher-order supercomplexes. Here we describe a detailed method for 2D-BN-PAGE analysis of thylakoid protein complexes from Arabidopsis thaliana.
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Vol 8, Iss 13, Jul 05, 2018 DOI: 10 .21769/BioProtoc.2899 6 . CBB buffer, -20 °C (see Recipes) 7 . Anode buffer for BN, store at 4 °C (see Recipes) 8 . Blue cathode buffer for BN, store at 4 °C (see Recipes) 9 . Clear cathode buffer for BN, store at 4 °C (see Recipes) 10 . Transfer buffer, store at 4 °C (see Recipes) 11 . BN-PA: 3.5-12.5% separation gel, 3% stacking gel (see Recipes) 3. Place the strip on the second BN-PA gel (see sketch in Figure 3 ) and assemble the gel to the electrophoresis tank. 4 . Perform the electrophoresis as described for the 1D-BN-PAGE. 5 . Scan the gel after the electrophoresis whit a photo scanner (see sketch of the 2D-BN-PAGE in Figure 4 , the flowchart demonstrating the follow-up paths in Figure 5 and scanned image of the representative gel in Figure 6B ). 
